curonidase (from Patella vulgata, Type L-U, cat. no. G8132) were purchased from Sigma Chemical Co. (St. Louis, MO) and stored in a desiccator at -20 #{176}C. We reconstituted 50-150 mg of the lyophilized enzyme with 10 mL of de-ionized water before use. Before the hydrolysis, we added 900 ng of trideuterated morphine and 150-3000 ng of morphine glucuronide or sulfate to 3.0 mL of drug-free urine collected from laboratory employees.
Recovery of enzymatically hydrolyzed morphine glucuronide was consistently low and did not differ markedly from the amount of free morphine generated in the absence of enzyme is a minor metabolite, and the possibility exists that the enzyme may be active toward the 6-but not the 3-conjugate, but this has not been confirmed. Moreover, it seems unlikely that the survey specimens would contain 6-conjugate rather than the physiologically relevant 3-conjugate. Structural impurity ofthe exogenous morphine-3--D-glucuronide would also explain these results, but this compound is insufficiently volatile for conventional analysis by CC/MS. In addition, urine containing added conjugate is positive for opiates by enzyme-multiplied immunoassay (EMIT; Syva Co., Palo Alto, CA). We are continuing to investigate this curious finding in our laboratory. Klug et al. (1) reported that the most practical procedure for assaying CA 125 in serum samplesis the one-step IRMA, although our experiments with either assay format demonstrate excellent parallelism between serially diluted serum samples over a wide range of sample volumes (0.1-3.12 p.L)and the respective standard dose-response curves (range: 7.6-500 arb. units/mL), as shown in Figure 1 .
Sample concentrations
are calculated by correcting the concentrations of the unknowns as read off the standard curve according to the dilution factor (i.e., 100 j.iL/L of unknown).
Several groups (2,3) applied the one-step assay format to measure CA 125 in PF from women with various stages of endometriosis. They reported PF concentrations ranging between 11 and 375 arb. units/mL, but these results appear to be inaccurate because the PF dilution curves did not parallel the standard dose-response curves (2). Using either assay format, we observed that serially diluted PF We thank Dr. Marc Boddin of Centocor Europe for supplying reagents and for helpful discussion.
